LO-AOX2-His/pSB1C3



Xbal (4663)
EcoRI (4648)
BioBrick Prefi

Forward primer for sequencing/amplifying BioBrick parts (VF2) Lpp-OmpA-BamHI
Aval(4524) BamHI (434)
Chloramphenicol resistance ~ Ncol(438)

NcoI(3899)

Aval (3632) =~

LO-AOX2-His/pSB1C3

4 4669 bp
rep (PMB1)

Apal.ll (3126)

Reverse primer for sequencing/amplifying BioBrick parts (V

Pst1(2619) w /7
Spel (26<N 1/
BioBrick SUF/ II

T7 terminator

AOX2 (Codon optimized by IDT)

His-Tag coding sequencg’"
Aval(2444)
HindIII (2429)



Strategy

* Vector: LO-BamHI/pSB1C3 (2509 bp) > BamH| + Pstl

* Insert: AOX2-His amplified from AOX2/pET-29b (2193 bp)
- BamHI + Pstl



Primer Design

« AOX2-BamHI-F:
= 5°- AAACGAGGATCCATGGCCATCCCTGAGGAATTTG -3
« T7T-Spel-Pstl-R:
n 5’-
AAGAGACTGCAGCGGCCGCTACTAGTATATAGTTCCTCCTTTCAG
-3’




Hetero-Dimer

Delta G: -5.13 kcal/mole Base Pairsd

:.l I_I-rl "'.l"‘-i_‘-_"'l i—_\.i—_\.-rl—.J-\.lu—\.ir_l—i—_\.i—\.lu-\..u-\.-rl—.u-\.lu—\.lu-\.—i—_\.-rli—\.i—\.-rl-rl———i—_\.
o o e Y - TR Sy

S WL WY LS '_-'_-'_-_'_J__'__'__J__J___ - —

5 i e S e e et et mt i e b B e B o e e B o e e B o ] - i A RN el A . . A
- L} L} L} L} L} L} L} L} L} L} L}
il gk - 0 8 B L BT 8IS i i B i B P G LT ik AT 8L S TS TS s



PCR with KOD-plus

e Date: 2016.08.17
 Lane:

5. AOX2




Ligation

e Date: 2016.08.31
 Lane:

2. AOX2: BamHI + Pstl

5. LO-BamHI/pSB1C3 #L2: BamHl|
+ Pstl




Colony PCR

* Date: 2016.09.02
* Clone: LO-AOX2-His/pSB1C3

* Primer:
1. Lpp-Xbal-EcoRI-F
2. AOX2-PstI-R

e Lane: #L2-1 ~ #L2-8

e #L2-5 -2 Plasmid extraction -
RE check




- Date: 2016.09.07
RE check - Clone: LO-AOX1-His/pSB1C3

 Lane:

5. #L2-5: EcoRI
6. #L2-5: EcoRI + Pstl




Sequencing

* Date: 2016.09.14

* Sequencing primers: VF2, VR

* Clone: LO-AOX1-His/pSB1C3 #L2-5

* File: “2016.09.14_LO-AOX2-His_pSB1C3 (#L2-5)”
* Result: correct > make a stock



